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$5 HE © & ffp (TITLE OF THE INVENTION) 

(USES OF ANTI-CX3CR1 ANTIBODY, ANTI-FRACTALKINE ANTIBODY 
AND FRACTALKINE) 

*»IWtt» CX3CRlfc*fT-5£t#\ 7 ^ £ * * -T > £ *tT * 

fc L-cjE#fc*E«*«* vw-r, &m$t, tea 3 

*««EJ»o»iSfc:»< H^r*o ^7 - >; wufciiNKttitts cdst«, 

« whisky* h-*>^4«4ir*«i«i«c«iit-c^*« s$&<&i$>ftT 

TNF 7 7? U — %> s FasL^TARILtt. *■ ? — U > ./Ujt <& ffi 

? t o <^ t i* « t ^ ir» *> nt v** i> 0 

-c* & , eft & ia±c* v fcpy«n*«s#*wc a t> frtonti* 
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d -t >?^u > top tfn*»td?8tittft b-c* y >^«hrtjas(BJB 
u-c, 'J wis*© saw u-o**. r 

-Y>tt* ^CD^*J0 2O 0^^5*1' ' y»aS©BB?!IK: £ CC, CXC, 

c\ cxxxc© 4 -3 © r 7 r 5 y - c »H s n * , ecu cxc % c*r ^ # «< 
na^ose u-f > * ««« u tnis ©«&-?&;£&» 

4r**-f >©fflM»*«*«ttli» *©»Sfl&SS*tf 
oTs **»*©$■*** U W<*T?©»aH*JBfc % HAStf?" 

9 9n/*<< >fcx !&« + ©*#* nkjbijsl ^LtTissc-atists 

7 CX3CR1 tif)S^Sh5, 77^*Ai7^>li 

cxxxc >r £ w >©«-©* wt — -ea&*K *«««i:«lt8c*svx-c» 
;u*-r >y:cx3CRii;$§-&-f a c fc-e, £sttini«js#SETic43^T%, 



2001$ %m 18:39 



P. 5/41 



❖iL-i-ctoa-r * t nm&®m tsti. cx3crii* nkmcdij^ 
art, Tiaia©-»fc*ai/Tv^3&*, u-ri>«c^. ufc 

*28fUj#fc<*. 7?99fr#'( >-cx3CRittl&«*JKfc:j; S&?i-r**8! 

Mitmfefz txt, »m&&mm<D&&s.itotzistf hire 

7 7 9 9 to * 4 *s VLfk® V * % 4 > ^ MIP-1 betaC £ o t^l^f ft£ * 7 
^»*««««^i:W< *fc»taa«^**-f> 
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(2) ( 1 ) <D#i*Cffi^4, CX3CR15CM1- S tftftS £ ^ tr > 

(3) cx3CRifcttr*tft#*ffl^-c wt#*»«u 

(4) (3) cD»*fc«u*, cx3CRifc:wrsjfl:ft»otfi(*ft"Sti, 
y w<j*©HfcfflK* g 

( 5 ) cx3CRifc*f1-£!fi#:£ffl v>T U >/«8fe*«»«J(!flr« ; 
(6) (5) O^SCfUS, CX3CRlte»f6«#»Ve«:*.$tf, 

- y w<«® Bjfeffltt*, 

( 7 ) cx3CRii: 7 9** ( n/*-f>©*B2f|5ffl4«P|fiir*CfcCJ: , 5'C 
**-y >^«oajfe*ffl*f *s cx3Crixc* 7 7 * * ;w*-f 

(8) Uilffifitti^ 7 * « (7) £83® 

( 9 ) cx3cri k75*£***>©«Sf*ffl*#ifflr*z:i;K:j;-3T: 
*5-y >/UR-©jfijfe*ns*-*» cx3CRix(i7v **;i/*-r 



2001$ 9A258 18:40 



P. 7/41 



(1 1 ) CX3CR1 & 7 7 * * ;i/ * < > © ffi * jqi fW U "C * 5 - 0 > 

(12) cx3CRi£#r zmfct. *©Jft«:t:tt'& L&safla«iSE»Hfc 

(13) *?-'J>^*t»j|J*4(5i:+^477^^5!j^iJ« 

Fig. lli, CX3CR1©»3R LT^* 'J >/1*-y , 7 s -b y h £ ^To 

Fig. 2tt, cx3CRi»3!tt»k*-*- u w^aj&SMJfiJSC i:©*SH£^ 
t. 

Fig. 3tt, CX3CRl^^ky^-7 * 'J > • f9 >*F>f &Bftm<Dtem*7jk 
t* 

Fig. 4B* CX3CRl$S;gi£*7-?S£©*§gg&7n-f „ 

Fig. 5tt, CX3CRl&3ii:*7- 'J >^*©a^«tt*w1-o 

Fig. 6tiU CX3CR1&*©** #-f 2: * ? - 'J WtSR&jsg 

Fig. 7MU fflHS^fflT^ £>;b*-f >©MIP-Iar, MIP-1 /? & VMCP-1C 

y >^a©aij6«:-*^*«ii!is:^r. 

Fig. 811, **7 AA-f > (FKN) — ?-;vtfctt©, T 

C *i £ ConAflf (ConA-induccd hepatitis)^ *fT*8!rUI£^-f<, 

Fig. '9«, CodA&A& 2 l$|W©tf-f b ft 4 >±#tjtft4{ii7 5 # 9 )V 
*4> (FKN) */t#©&lg£^ro 
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Fig. 10«*, 7 9 )\,*5-i > (FKN) JJti*©, g B ft&14fi# 

Fig. utt, «; >«tttfc»Lcx3CRita«:0cx3CRia3HB8sc»r 
< l >cx3CRixtt7 7**;i/*-f ^cttl-afitttofflfc 

CX3CRlXtt 77H*i^ ^fcttTaffitttt, HIT <D X 5 lZ UTfEK 
T * C 2;#-rj£* 9 

^T&ffljfSS*3I5«£ rfctt«0j£»0cx3CRixii7 5 ^ £ ;v#-f > 

9 ^^^*-f >Ojftfi-f GenBank NM_001337 

XttNM_002996#B!) *iSH^ii/^7S^^l^^' — *?&^^9JtS. «*.«SIIHx 

TCX3CRiXii 7?^^;i/*-f>U9St^cJ:0i-cg 
So *fc* 0J*.(£GST«i:0 LtSSISt, GSTkcDU^g 

flRO»*tty**f*>i5ACj; >3 fllfi t T fcfcfcfclx, CX3CR1X 
tt7 5 9 9 frit 4 -Is®*.?* KttCX3CR15tl±7 7 * 9 frit) 4 >®T I J 
%Mn^-&S*s F-mocXttT-boefli*^a8) CAD 

* ci diasnfc^rf- FttamfcSfl:* wattKXHfcfc 

»K£ftfc'CX3CRlXtt7 5 9 9 frim > XI* KiM-Sr^a/t 

ttnd&e a e> s xn- v«uisfcB£s-frTiiiiJ!s*=F$Erti u /wry* 

jg ^ & T — xT/"!/ (Harlow et ul, Antibodies: A Laboratory Mannual, 1998, 
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Cold Spring Harb r Laboratory) C| Uff ^ C t A 5 ^ ? 5, *t J $ 

^ ij ){ — -^.^ (Kozbar et al. r Immunol. Today, 4: 72, 1983) N EBV-^W 7 
U F — (Cole et al., Monoclonal Antibody in Cancer Therapy, 1985, 

Allen R. Bliss, Inc., pages 77-96) , Combinatorial^ 7 -f 75 'J — 
y— (Huse et al. p Science, 246: 1275, 1989) ft © £ $fe C J: »> fPH 
It fc&Vu 

ft****©** »; cx3CRi4^^^^f-Dia«^iss (E&;?8i 

V JIB IS) -efr -5 #$£fcfF£ft*„ 

#»fl?#tt, CX3CR1#. /<-7*iJ> *^v>-y^AB^^o^^fg 

»*»tt**r«»;>^«t:^i»«it:j5aj*n, at y w<#*cx3cri 

Stella fc&ttaBBSfc^iliT « fc H imRStgtelicx3CRiH14*mK:eD 
»Ba&&*i«ca:/i»5i, cx3CRi{£* 5 — y vt&oSffc ft v — * — t l, 

tffl^«Ci:36»-C&*Jlfc*lltrJb&o +&t>*>, cxscru* * ? - y > 
^*C»a»lC»a-r*ffl-C» CX3CRlfc#T 5 fttt (J/LCX3CRl£tft) 

FACSXttMACSft/BUfc 'J >^mV&Wi\Z&^X, CX3CRl£*ff Ztfi 

y wts*i= y >/^J**#»xtt»*r *• 

FACS*J8V>fc y >^*CD*Pftf fc*^T, CX3CR1 t»r * tft#*ffl l^T 

^f? - y wiststaia u, y wi#*BjeT *<> 

ttfc* EUfcHttSfeeicfcHT % CX3CRi£ #f -S * 7- 

y >;t«!i«$fc6 u, y *□ 

ttCX3CRifit{$:ii s ±aeoffl»K:3I^L&a«: ( 7 Kx &gSj*Sfc£) *I 

' 
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XliBHsfc-f SV, d ©aBicfli^*. cx3cri£ ft f 4 xf 

£<*s^tr. >; >;m<t> ft®*. 

CX3CRlC*rf ajrtfcfcfl^T U W< « U «s« 3"3 T * 7 

*fcfitCX3CRlifttt£/BtNtFACS»*f fefj *tfs 3 H Jc ifcDffi 

&CX3CRl|ftfl:ti\ FACSXttMACSK J; & , * 7 — % * # IB t £ 

fcfcC CX3CRUi«JS*B! intactftSfflJJ&C & 

■fiitcx3CRifiti<:4«ia-&t * ft — y *©stt%«-3ft a * 

ftCX3CRljfi#:«, CXSCRltt^Sa^ffi C # £ U, intact ft « B§ iC « ft 

if^^^Jfll^/^-ba-^a^^-a-niS, ex vivoT©*5- 'J ft 
*^BJtgT?fe^ 0 gft> CX3CRlfit«:^»dteat7 7 £ ffr-hJ > 

CX3CR1 Xtt 7 7 9 fJllij > t&IStZ ffifttt s i£> f L CX3CR1 
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CX3CR1C^-T £ * J V D-?-;l/tfLft2A9-lfclF2-2{;U »«2ftfflSI&g 
L & A> o fc „ 

#SSW% 5> 14, CX3CR1X& 77?^^-f > t »-&r 4*ft{*0«t»*' 6 , 

3fcia#©#a*iitt*-* r&fc*, #««itt* cx3cri*i 

?££fflS"f*, CX3CR1X&:7 5 £ *)V1t<1 > £1{g-£fS- Ztiift, SV, IS 

a a**«*i?&a(siL s^tft, cx3CRit 

&*mm+ 5, CX3CR1X& 7? <7*;b?W 4ttft*-ft*ttK: 

±!B*&*J»;RU c ?s*l(#a«ic:im , rH\ 8riass*J±* 7 ? 9 9 <t y t 
ISd.f * * cd Tf & * c t a* # £ U ^ o 

CX3CR1 7 5 * ? ;v * >f XOfcSfliJH * ffi*1" 3 77^^ 

*-f7Xi«^77M;v*-( >£S8gtr sseu&ctt Us cx3crii$§ 

JB 0 IS US JS£fl9 77^^PAO^ $^&iag#£ U < ttio 

nMCfcftKfc* £ "5 (2, ( ft ;t IS RPMI-1640: M199 = 1:1, 0.5% 

BSA, 20 mM HEPES, pH7.4) T* # |R U s 245^ (O •> x ;i/ 5^ 1/ — h tC #D * £ „ 
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°m<D*mi6Lmtemfflffiz h?>x* + toot.*. 

£*^:r^-h£&;£L-C5£®)3S$:®iKU IS 5S g| ® v - - fjg ft 

ftfcm&tt? Zfcfo-T*mftyik& Lfc&s FACScallbur^ffl^T^St- 

£, cx3crixj±7 7 7 * ;v£-r > * ft 

- v > # $ u < a ^ - 7 * y >xot^? >if abxb 
cx3cri4^-s-t ic^i u < ttcx3CRi'%»a-r * to 
a*ttfM*ftnw* isji ! i:^:i*cx3CRii;7'5^^>'i/*^ >©«sfiPffl4ia* 

IE ft, ECV304i»»fcKj|S£3! 7 5 MIP-1,5 

*»W©?&f«*acaV?6J«lW<6 fc h fc lis ttTC»*«> 

#3! 

HJBjSl*@ai-*--50*»tt*^ 7^#, tSfc^KI^^iMtfv^ 

7 D-^-;vjfi(*** % *Jifit#Ko*a#t h ft#&3fs 
lrC^*S£-*Ii$i: br^-?**;* o-t-;HS(*lo <5Jg^isS£#& ffi o fc* 

/•^Jfift (Morrison et al., Proc. Natl. Acad. Sci. USA, 81: 6851, 1985, 
Takeda et al., Nature, 314: 452, 1985) , * ft: ft IK & 6 til tti It t h &3fe 

<fr £ T ^ o £ # ^ Jnft (Teng et al., Proc. Nail. Acad. Sci. USA, 80: 
7308-12, 1983, Kozbar et al., Immunol. Today, 4: 7279, 1983) WW 6 #1 
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a&*W«»K:*»t«»t#tts CX3CR15Z.& 7 ^ 0 9 to* 4 > hfthn 

tost c^o-cs#-?t3, 

& ft: ?s l is 3K$i$ m & ^ r n © e * ^ x $ $ sr * *i x v> * it 

ijn-;v, £ J: V# "J x*- u >^ >; if) . i-iff^nfeoaa* 

/K ntf-**irK; * 0 fr-5 c k#-c » «. ^ < © 

a As*- h t Ltj.ztitm.$L®*\z<g%.nx^z®b t && lh-c** 

■5o t£JHffliafiS4&«>#iKttJlltUu M IS flili^^f? 

c £ # t s „ 
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Sfiocx3CRi3lii 7 7 £ ^;i/*>f >c#-f a 

b, ot>^^a«iar*i: tia off a c -a&£#&r£4>i8 

_h xfi <0 i d tc. 77^Jl/i'f >-CX3CRl«fflB&&ffl3R*tBI»-T 6 C kC 
o X , #36 ft & % CX3CR1 1 7 7 * 9 to ± 4 > CD ffi £ ft ffi & #P 0] U X ^ 

■So 

#«^5Hi: L"Ctt, ^T/, US/> % Pseudomonas »J 7 f- V 
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7 5? 9 >£3- Kr6ii1£^li, GeaBank NM_002996£ £Cfi 

[fSJEtfi 1 ] CX3CRl£283t1-£*iJ&fiD|£l]5£ 

&ffltfsLtp<?)cx$CB.iftm v >/i®y-7*y h £ -r s £ » c , flit h 

£WKY/Ncij7 y hc^si-c, * ; ? P-i-Jl>m#Zftft a ft 
4g$J& 2«»2A9-i;ftlMF2-2fc:-3MTS'"<fc ^ 1* ft % CX3CRl|g 

SUBiSCfiJ&Ufctf* te©$r*3M >£$tt*8Sifl|]& (CCRl, 2, 3, 4, 5, 6. 
7, 8, XCR1 ) fc (1 g IS U ft 5b> o fe o 

* 4B Jdl * s jE # A 5£ HI A> <b EDTA& jflifcJ;-3-c«BSll,* ACK& ft 
(NH 4 C1 8.26 g, KHCOj 1.0 g, EDTA-4Na 0.037 g/ll) 5 & M » £ "f * C 
i:-C^lfil«^?gg¥U7to 1,200 rpm-e^SC^VNTS^^ia^ L-C, 6l&S£ 
*efe»**, FACS?g$ (1% » M&J&JftliiSN 2% b hAB^BJl^, 0.02% 
NaN 3 Xf)PBS) Kffl»Lfc 0 GMM$tC}jth hCX3CRl*y £ P-^ 
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FrrogfSiiw «y h rgG (H+L)i?ttt (trv->tt») £&n;tT, iK±-t?30 

»fHHJ6S*&o FACS?g?fc-C2[°mfr Lfc&> 1%^ y h JtaSJA. D FACSjgf 

*££*a*t. *jbT?3o*iasjtt;$*-s c tt> *fij(e«nTc«»tt v * h 

igQ (H+L)tt{**?-D>j/*>irbfc», 3 * *S *ffllS«ffl Y-*-fc*f 
]&81fttt&;tt£llB*£fc«-CJn;U *± "C30^ n&ffi $ * fc o FACS 
^fM"!?2[aI ?5fe}# t FACScalibur ("< £ h > 7 s y * > V > V> 

1).CX3CR1® V W1»^©383! 

«tf 7** y h te»r*iHJS«lll^-*-fc©*a»fi©»*, cx3CRiii 
y3 cDi6Eit4NK:ijBjis©;*;fii5#, cD3»ttTinjs<D-a$e»3&LTv , »*#s 

Q1 CDlPBttBfllfefcttJBjH LT^fc^C £: # BJ £ 2* £ & ^> ft (Fig. 1, a) „ 2 

W o£Z)-ey ^ a-?-;i/Stfl:2A9-i;KviF2-2K:#M-t. RiR0t£*ftsfe & n&. 

M ^i:^€>^ &T©fl¥ftr£&2A9-i£ffl^ft 0 

J h 2).CX3CR1® TttttClsJt *»3H 

Cj CD3»ffiT«JBS* t»Mt»^<* i:^ 5, CX3CRl©«3Htts Tffljja 

fy SS<*«i0»ttCDB|»ttT«ttfcTjniias*<*(TCR)7 tf n jjg to - as , 

j2 T^^§^ffar/3HttCD4S§ttTj®«a©c:<^a5(C:^ii)e.n/h (Fig. 1, b) • 

I- * CD4BttT»J»4:CD8»ttTlHI8* N CD27£ CD4SRA& V 

^SLt, CX3CRl<Z)$g3l£P#f Lft„ 

CX3CR1© jl6SlttCD4»ttT«lia'^tt, CD4SRABttCD27«te(5 >C * D - 
/i 7 x £ 9 - Tffffl © - SB x CD45RAP£t*CD27fig&© p< * — /j: 7 x £ 
*-T$flS<PCT<-6Bl;:igtf)e>tl£#, CD4SRA»i£CD27|H£©*-4 — 7 
TlBIlS C tt » *!> * ft *P o fc o 

CD8»ttT«HSH*J^-Ctt, CX3CRl©»JRtt, CD45RAR§ t$CD27|gf4 © 
T«JJ&®*£.tt, CD4SRAlBI4CD27HH$i3 £ VCD45RA»'ISfc 
CD27»tt© < * J E >;-/i? **$>-Tffll!8<0-aifc:Hi&&ftfc#, CD45RA 
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BttCD27l!tt©*-f-:7TffljfeCliKi& &nfc#-D & (Fig. 1, c) „ 

inm&ttz] cx3CRi»aittjisk*7- »; >^3»<offi« 
i).cx3cri« m t * 7 - to sa s ® - * - 1 © ffi H 

NK^I3 N CD8©ttT«lflS, CD4(©&T$IflS s TCR r Bite TfjSIJ& C # £ * 

tc « * * vsttfls iSBfls m. m ▼ - * - 1 cx3cri& an © mm & mm l a 

(Fig. 2) . CDSBttTHIJffiU CD4»ttTffliaN TCR 7 

SBiS*lBV— 3t7— T»j5 5CD57fcCDllb ttJ&$]&£- 
SCD27tCD28^Kftts 7 h - > * M jgt SS « S $ ft T? & % Fas 
(CD95)#^jg£fe* Sttfli"V-*— -e»*CD2SA«IBtt, 'trV??><D-l 
-e&3CD62LAS|gte-g t < USSnttx -f 3 CDlla# 

t, NK^fiS, CD8»ttT«l!SL CDtm&Tmife. TCRr (J BttTttlSJifla 

*«ttfiH4<b»fll**^-*k:%H*>6r, cx3CRi©»3Rtt, 
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* Z CX3CR1#«£ ft £fflBS 83 ?3£ yw*»BBCaftl&C 

3fe +3 Jfil « . lESA»JRA»6EDTA*Jftfc jL-a-CSIIJR ±iB©£-5£ 
FACS»«K!H»L, lOO^lOlnlraPrepttX 1 ( 3 — * — ttK ) *lfflitr» 

-?>fx>tt8) XfcJtPE«»ift^5 >V<{ AJfttf: (CLBttKXtt*** 
*an*.T£MT30a'IUI£js6£-B-fco PBS-ClHJ^^ L fet. fflfc 
*0.5%*;i/-^ ij >AD PBS£!&^ fC, FACScalibur (^^ h > ^ < >;> * > 

UfctfoT, CX3CRltt:fc£BC«>;fefl|jfil:*7 — y > ji$L C SIR ft tc $ 31 f 

5 c tit a *>\z®< ^sa-i&o 

[^$60! 3] GX3CRi^^i: *7-fg&©*gB8 
CX3CRl©^Mk*fflflSW*TSffi©teM£8?#r L£ 0 NK«KlO^#fRH: 

cx3cri*^s^ L®®,&mm&*%? % z h &w * o-c, Taisat: 

Mtt®cx3CRi|E£ ft ft ft b , &mi3*mm-c& Z z hfr 

cDsmmfflm&'Km t lx m^xm^^n -d ^ 0 cDSKffiTM&MAcs 

6 # v > 2 111 © » tt m m & m ^ x m » t & . 

* f\ IE « A #JJR^ EDTA^Rjfll £ J: r> X Sfeffi M £ ft% U , 1 mM 
EDTA/PBS-C2^{C^3§R U3fe <, 15 ml 0 53 jfo © C 3 ml© Ficol-Paque £ * , 
*©±C#RLfc*fl!(JllllO ml£S/lLfc„ 1,550 rpra1fSSi:i5^T25» 
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EDTA/PBST?2[§lffii$ L£c PBST? 1 [nj % $ U ft & , 4xl0 7 (l © J)t J* # * 70 p. 1 
©MACSig$ (1% "> S'JJ&JEjfo^FCS^ 5 mM EDTAA U PBS) XZ £g g} L. s 
FcR 7D^>^^ U ^^--ftSSO &20tfliD*., Fefg**^D 
» * > ^ L, & o 

^V^-C^ CD8T ? D K X (5^^--tt») * 10^ liters 4°C "C 20 

400 #1© MACS & ?g (C L, Midi MACS&5 — Ctt* 

Lfc&. * 9 A % mftfr 6 ft t> fl> LT, MACS$g*K4«^"CCD8»ffiEia 
£?£diLfco ^^{w, CD8BttH#**r LV*LS*7 AC«2ra UT^*<D» 
SO fl**fftr^ 2BIW&E<Z>CD8|B&1H&«&&, fcftfciSfflSSteFACSKi >> flg 

p lfSfTo&U5, 97*U±#CD3HttCD8ttttCD16tt£<DCD8»ttTi!a 

h 1 

M *^V-^-*M^TCD8HffiT«BIS*CX3CRl»i4*Aa c l*ttl| 

Hi 

• U FACS Vantage ^ h > 5* -f * > V £ U T „ CX3CRlBg& 

iFTifflJte (CTL) j3tt&CD8»ttT«IB <CX3CRl»tttCX3CRlBffi<0^» 
til) „ CX3CRlffittCD8RSffiTSBJja N CX3CRl|^f£CD8Rif4Ti^fS (lo^tl 

CTL«tt©»;feK:ttCD3ttfctfl£tt.3L-D Kfr^ttffifSa&fctf^fe, 
2xlO a ffl<BFcSa#*'a£;J.6 f*$IlftHP8l5£l ml© ^ »J >^f&?» 

(880#l©HEPES&f£ (50 mM HEPES, 93 mM NaCl, 5 mM KCl, 2 mM 

Mgci,,' ph 7.4) , 140^1©^** h 5 >mm&&®m (0.5%^** h > 

ffitt (MW 500,000) A & HEPESjgfgc) , 80 « I © i - n fcf A <S # £ « 
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(1.52 ml 3-~-U\Z0 2xm?OJSLft&m&m {7 to K 'J y *&m) , 0.5 ml 
100 mM i^Xf 1/>.M;7?>^>^| (DTPA) ig 7.98 ml 
HEPES^i&Oii C0fl#i8#) {C{gi®Ux 37*C-C20^P^^B U . 

&8&mffete V ^7 V > ffem (2 mM CaCJ 4 , 10 mM V )l 3 - * A £ HEPES 
■!?2lHl^f# L^:^, RPMI-1640/10% FCS-e3HIgfe^ L^o 

K^t 5 i ^ tS^ Ls CD3jn;#; (£p — >UCHT-1 S = > if A # ) 

#«T-e^^L& 0 n®i±im&£jz^ zmx'tj ^ £ 0 37-c-c3B$itgtg# 
^h— Ktts) §.m.-cs5tmm-£ t b$ # p g # # *n « 

ARVCM240sx ("7^ y i?^;v h - K*t35) £ M T fr it 0 W&ttSSSSB* 
100x ((^IftfCJl* ^ Affiffl - g$Stt.3--n t?<>A;Btfcii)/(g* 

^oifs cx3CRH§-ffiCD8iSttT^iJ!ay:?isua3aia9Sr£tt^^ ^co 

Stttt^jSlfflCDCDSRgffiT^BafCjt^ LTW £ frC&a^ tz (Fig. 4) „ 
CX3CRl|»^CD8ia«T^!J!SlS, IS £ X, fit? SffllS £ $ @ f * S £ ^ 3 % 

>■ £^ fc ^ #t cx3CR1$jt; ($cD^^'^stz)^S'^"}i^j|SP?SS't4f3^^^7A{S 

CX3CR1 >^«|fi»3a|Rfl&t»S8LTV^*C t tt % 

cx3cri<»« enfe fc ut^ a c i: fc-a < s^iftr*. 
c: -e , cxacRi© y # > k -c * 5 ? 5 £ * ;v £ > t sjes u t a* * * * u 

>Jim?7*y h*«*fl,fc« iS^Tgtttt, £ffiJfiL¥**£**SECV304fl|l!& 
2xlO s ji©ECV304aBIIS$: fLSS/ZmO h 7 >^ ^ x^*;^t— f > t- 
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h (□-**-#$) CADX., M199/10% FCSg«MT?2, 3 B HtgH it s 

b -tstc^ @©ecv304®j}s -s& 0 77* 

? j >i±10 nM©lgjg£&£ <fc 3 fc, &7£ig?g (RPMI-1640 : M199 = 
1:1,0.5% BSA> 20 mM HEPES, pH7.4) ^#^1/, 245^ <J> tr x ;i/ 7" if — h 
1 IK. fo it 600 ju ljDife* ECV304ISJ& 4 L fc h ^ > X V ^ )V tl Jl 

- -f h fc24fl© h ? ■> & O {*, iS?£$gf£l00,uIf3 

SSS U£lO fl |@©5M8jfcl&&££iSaJ!a£ h^T^x^*^^--*;^- 
M^iDift, 37*CT?4BSfBig« ECV3O40flS & ilal L "C , 

)fc3!fiL£^ FACScalibur&fljVT^S: Lfc, 

CD8|SttTaiBtCD4»ttTi|BIBlOUrn'K:*VAr *s 

ioftHcjt^, 7*9&fri3't >fctt i,xmmLfc.m&Mm&> ^-7 
cd 4 b&tihis©^-*-^*^ <&, ? ^ 7 - 7 * u >® 

tt$!fiS2: AB&ttifflB&C*f L X #H ft £SllJSj8;£ * St« Lt ^ 

4 £ #E & # i: * o & (Fig. 5, b) , 

# & 77 Vffrii'i -sT g§S?£ft£NidfflJt§ N ^ -7 > A B 

8§-f4CD8lSttHaifSs St5, >lf -f-AB»(ScD4»ttTW88©!BfJiSaijt 
tt, 7 7 *;u#<-f > c»r a *fn&t# Oas-2* £ V3H7-6) tcfcotirp 

JWSflfc (Fig. 5, c) 0 * fatfftfci, a»fft*»*50,ul/nilCfc-* J;-5C, 
5S^Jg^-C#»? L T , 5fi^Kite^*g©lO^HU(CECV304iffl!BS^ tC^AQ L fc 0 

fcS, ±13© 7 7 £ * ;1<:W >C»-r*+*ttft:tiWf ©Slt89KLfeo 

#3AK:j;i>JfSEH,fc$©fc#^fc ( [mai, T. e« al., Cell 91: 521-530 
(1997)) o fcm liTiterMaxT- > K i: ffl L *: & * BALB/cV ■> * C & 
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£U tt»tftJSt0*-Cj&tt] &&*ftvtco Jfll»«t» ©fltfltfifflttELISAftfll V* 

P3^*n — ^waaoit^tfsiicft* J; -5 ic«-& u peg ( ^ - v > /? - 

ttBK) V^T fc e A-f7V F-^tt* RPMM640/10% 

FCSyHAT/10% Origen HCF (rSGN#£{ )£ ffl ^ X s 96-well 7" 1/ - h 1$@ fSI 

*3R*20ff^^ ^ u-- > ? & ft-? 9 * s v u-i-^m^{t. ^^±y 

Y?*J a. ;t > K ft L A BALB/cY * * C /\ -< ? U H — V £ ft a 

L-Cf**l Lfc&*a> ^ Proein A* 7 A t «^t*l! L&. 4U»f5tttts 
CX3CRl^^JSlflS© h7^^^;l/5b^ > C«t4 ®m t Z Z £ £ 

JiHIK 1<XW& Us ^ffifcttt (3A5-2* J:V3H7-6) * ft . 

mmm 5 ] cx3CRm#.<D$-***f >a^^o^mt^ >; >yij£© 

gg#C£Ji 1 £ftfcv i <CX3CRiK:!f$$*fl<j&c fc^fe^ *5*S)S¥«f U£„ 

^^Jfil&s CX3CRliif(&©>r-e^-f Vfgfftjtft 5 Jr£^TJ2S^fi L "C , 
CX3CRlfcflll©!r**-f >»$«:il<0»a<0«HH«*«^fc (Fig. 6) 0 
*©i&g;3i, NKlWIISfc:*V^TttCX3CR10|B3R3b<*#»-C«» s> ft* c % 
CCR2, CCRS, CXCR30 & 31 IB g> tnafrofe, tcr. 

r 5 BttTiHJSfca^-C tt* CX3CR1 »i-SS«D 88 a*> ' 

CCR5, CXCR3[i*^&-C$g31 bTfc 0 , CCR2 li * * «C U » T I \ * * 
ofc. CD8B»(4T«llfla fc CD4|gffiTai}S-C |± % CCR5 R ft ffl JJS © - 0 
CX3CRl©$g^#|SS!> 6ft» CCR5|©44iaiBSt-©CX3CRl©^3^{ir < — flj 
-e^Ds CX3CRlHffiaiBtt**»4*CCR2fcCXCR3ft»S UTl> 

ft*»ofc 0 "Lfc4*oT, CX3CRl©^g^liflfe©r^ * >g^#fcHfc£ 
U CX3CRl©2ggicD##*^- ij >7t»»»to*Cfe«i:B>i&jb» 
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[^160! 6] m&&%l7 7 ffr-hJ ><Ds MIP-las MlP-l/fl 2fcVMCP-l 

iM^i^^^^^ > fccx3CRi$>aiss»5iftt y 

* 7 V £ * )Vi3 4 ><D. MIP-lOTs Mip-itf&tFMCP-iKtt f %&t£\z 
4^4^SS«?Jbfe, f£i&£lis ECV304*fflBSi: 7 v >> >&St 

ECV304$fl$ (imai, T. et al., Cell 91: 521-530 (1997)) * ffl ^ T -» HMtfl 4 

^OJg^x 1^^177^^;!/*^ > (7 ^ ^^;U*-f >»3KECV304 
AIM) tfflUfcW^te* CDSBttTttlljKOMIP-l/SfcWrsal****** 
nfc^s MlP-ia*MCP-lCttT*»*Ctt#*ttB»«>i , l*fr-9fc (Fig. 
7. O o 

T, jttJfc^Bfcfy'Sfc (Fig. 7, b) a MIP-1/3 £oMT fis ECV304i$J® * 

^S77^;^^ >*JBv*fci8'&tt^5 >tf -f ABj»'t$*fflJ}&cDSa?g0^ 
< tt&Sft, ^5 >v-f ^Bfeei^3|nific!E>att^cDiii^tt«s >^ ^- 1« &e> & 

C jlC^f LMCP-lfi, ECV304ij8IJ&7£yf 7 7 ? $ )V ± << > 2§ 
3Ucv304<h» 8 #j|ifctc:^5 > if -Y ABttttfll 

S6C % SSSS-a ?5 ycii, ^ 7 >tr-Y z»BR&£*aggcD 

(3A5-24JAV3H7-6) lit ct o T Wfffl <* ft fc a 4»*Oj7t<*«v gi&Uiftiffi 
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ECV304jfljfiJBK:aiail,fco 

,CX3CRli:#^3ir **!i£#ra^CCR5£ggft£: ***MIP-lj$ 
t UTffll'»fc<B'&fc:H:f8H>&ft*fl*, CX3CRlfc# $631 L*^ 

ccR2*a«#i:r * MCP-iu»±Bft &n&*»o fe, 

U£#o"Cs ECV304»ffflliSJ£±© 7 7 £ Zfrij J > ft x CX3CR1 6 L fc 

w t *5^tgg^n^o 7 & Kit 4 >-cx3CRi<Dmsftm 

tKtCiD, ffe 0 >f ^ £ ^ > MIP-l 0, CiD8l3ft4Jf5-iJ> 
^»©«IJaai^ftSffjBIUIf « c fctfW&frfcfc^fc, 

[ftjfitt 7 ] ConAflFfft ; e3 t ;Vfc:JSW'*$t7 7^^**^ >1fiftCD8t)m 
CoaAjff*tt S afcfcttCjfFM^T*;!/ £ ilT& & , NK^> NKTifS IS * 

tfi 7 * * ;i/ * ^ >trtfctttfT©*ilk:illlSlbfco ftiSCte:, R&Dftg*© 
*7 *7 =7 9 $ 4 >*ffl^fc 0 IftWttTiiBrMaxT^ a.;* > h* L 

Jlll«!r + «*rt**:«littBLISAft«^Tfl|* Ufeo #;#0a*Jt# L 75: 7" ;i/ ^ 

5:lCfc* <fc -5 fc»<&L, PEG (^-U £ ffl V m: ffH B3 Itt £ * tf 

■9 £ . A -i 7 tf h* - V <£ s RPMI-1640/10% FCS/HAT/10% Origen HCF 

fiffctf^T, ELISA$|§Jfi RStt-i; x ;i/ * ft£ \stz, jS7-)777^ 

= >^Srff^ft« ^ * n-;h;],ft{*&, ^3S± 7 □ -f > h 7 V a ^ > h 
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Froein A* ? A £ ffi \,\ x L , ffffirSttfis CX3CRl^^iSSl BS CO ^ * 
X 7 5 * * ^ * * > W r * « » * 4 £ £ l&* K L "C 8H £ L * * 
(SH8,4) 

1 S¥ 5 PBS ( 'J >R^V 7 7 ; — } ■> 500^ g© H > 

hn-;vM (;\ A**-i g o) , 250>«g;s:ii500,i£g©#.7 v £ * ;i/*.<f 
(5H8-4) ( J/G * li PBS& ft ) * »BR |*J » * b , I*t3>*t;t 
y>A(ConA) £12 mg/kg-Z?$JJfcF*fftJ? U£. *<Z> 1 2 C 
I££9> ^/t >T TfSRjfil Lx Ifil*£*©ALP % GOT&tfGPT* * 'J >/t 7> 
AUSOO&Jg^-CSUJg Lfc. 

« ft 1 W 4 EOCS7B/6V ic s ±8BfcR«K:, pbs, 3>ha-;vjft 

Ma©TNFawIFN7 ©Jm*1 I »A*ELISA* y h ( / W # V - * ) 
HTM* Lfc. 

^^^Fig. S&^Fig- 9C^-To Fig. S&tfFig. 9fcjR U&« ConACiS 
J; 0 ±# LfcALP, OOTJRVGPTA*, tfc 7 5 * * ;i<:*7 
£ J: D BI^fCTNF^viFNr © da * iS * #P M $ n £ • 

WO^*^^?^;^^ > -CX3CRl|Stt*JConAlff Jft C *} H T S 
K » * * L T H * £ k -3 ifc . *fcCO«IIW^*=-XAfcL-C TNF. 

iFNr kv^fctf'f h yom^m mftm , 7 * * 

4 >-cx3CRHsft*»iar*c aa (shm^s) 

(%JB018] fS&ft i 2 ftj££lH#ttJBtl* (Experimental autoimmune 
encephalomyelitis: EAE) fcjtJtlft77 * > fit * © iSHj £ 

M*HJB#T?fc !k $ft&BHb<fe (ms) o*^;vfcSnT^4, ifettk 

CX3CRH* ^ y 7"*aiJJS±fcS*31 it*D, 77^*;b*-f>tJ:*«i|itttf, 
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IOOjU gOMOGA 7f K ( Myellne Oligodendrocyte Glycoprotein .. 
MEVGWYRSPFSRVVHLYRNGK©@3^J (B2?ll§-f 1) # 6 fife S ^ 7" K £ 

11/ 'J tf- *-fe -CgfJ^ bfc) *7fa;t , /hi-»l:l»4E 

©C57B/6v»*Klft« L» gBt&&30 ng* ^jS i B © 2 0 1 1 T 

•> * L feo tt???*^*^'/^ (5H8-4) (i, ^J£t5 

o : i : > v * v&m. 2 : ^m(om^mm, 3 : ®.m&±mm, 

4 ; B5K^«X[iIEtnJSl!t©^^, 5 : ?Et 0 

^M*Fig. lOt^r* Fig. lOC^^ctatw, i?i;7^^^;j/*-f>tt^:Ji 

[^££09 9 ] >(saporin)*5!ffi U ft fet CX3CR1 Jfi-ffcCD CX3CRl$8 3!3gB§ 

t air sua is mi* 

cx3crxs%3k ltz -mmzmtRmizwm-r % *?;hr t t-Cx 
cx3cri m. &*&mxvr cx3cri *&mt5Htifflm\z*iTz, 
m m 2 A9-1 « * © «i sa e s & % m * n . 

1 . t h CX3CRlg^#fcEGFF© fg^-f* 

H J» CX3CR1 cDNA (Imai, T- et a]., Cell, 91: 521-530 (1997))** & PCR*£ 

$ t>tirz&fc?ig\ft%fflmmmsiiitxb*ix'mtt u egfpsi 

^SfifJ^S^M^^^ - pEGFP-Nl (Clontech 14 ») O EGFF 01^(0 
Sall/Xba^^ h£#AL, CX3CR1-EGFP© H&£- 5 3 51 * 3 — * F T £ it £ 
^W/tSffcU Lfc. ttM Lfcafc^WJtftSallfcNoti-fciSfc LX10!> £U L 
Tv Itf&ffli&Aift&l' hD^-fJM^i? ^ — (pMX)©SalI/NoHit'f Mc # 
AL. Df&ijfflflSfll Iggj^ ? ^— ( P MX V28-EGFP)£#}^ U£» C CD ^ £ 
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y >T-V >?m (503023)^ ij 7 x * 3 V^T^A L 

fcPolybteneffaETK^fr^pre-BfBBl* {LI. 2) C fig St * * fc * CX3CR1- 
EGFP&31$lflSteFACS Caliber (Becton Dickinson*tSi)S ffl t> T 4frJW t 
fco -££>*3lfts 90«Sae©«IKi* J CX3CRl-EGFP*IB3ll/'rVN*L1.2«Ha« 

2 . it* U >^!®tn;cX3CRl|?TC<*:{w J; -5 CX3CRl*g3aifaiS1$#i tt*tJIffl]#J 
2A9-lffift0'9 > rf U Advanced Targeting Systems*t C ^ St b "C % 

it * U > m n 2A9-1 ifitt £ . * fc % 3 > r- n - © it * »J > , 

Advanced Targeting Systems^t ;6» £ 81 A U * 96 £ x ;l/ 7* 1/ — M^i;i/fc 
fe^ S(R^OL1.23i{iCX3CRl.EOFP%^L1.2aiJiS$10 3 M , it * U > X (* 
it* U >^|S62A9-l6ii<*:*lO- 4 A^l0- 14 M£fc£ Jt -5 £#|RLT. 200jUl£> 
RPMI-1640/ 10% VCSCDt&mm&M^Xs C0 2 -f > *■ a ^ - * - 7? 2 B R 

fzo foa, «j»*!8»L'c, 20//i©jffljjasBs«^4 3 K:^an-5 

LDHfSffi£i8l?£ bT, £«Jfift©fe«fc Lfc« 

2A9-lfct#&, CX3CRl!B3EfflftttJ«tt£*tt«»f»&jp Ufc (Fig. 11) , * 
ft, Oraphpad Prism V 7 KiTtlffl UfelC 50 {i x it* 'J >.««2A9-l»t 
#©CX3CRl»3S*USK:**"r*fiil±15 P M, it* >#l«2A9-l^;#:0^^ 
®L1.2ffljBK#r*fittl2 nM, it * V > © CX3CRl$g 31 U Aft K. M f & fl[ ft 

73 nM-cfe d N cxscRiiaaiiatafcw-r *«j*tttt{i>38: < 4: fciooofsa± 
»4:itf«&i>t«t5fe. Lfetf^-tx it#y >fcircDM*«»L>fc 
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Stqutns* Listing 

<110> imai, Teshie 

Riahimura, Miyuki 
Muramoto, Kenso 
Kuboi, Voahilcazu 

<120>.O»«a of «nti-CX3CRl antibody, a nt i- £ r act a lkin e antibody 
and fraetalJcine 



<130> JP 2001-77384 
<1S1> 2001-03-19 

<1«0> 1 

<210> 1 
<211> 21 
<212> PRT 

<213> Artificial S»qu«nc« 
<220> 

<223> aynthwtic peptide 
<400> 1 

Mat Sin Val Gly Trp Tyr Arg Sir Pro Ph» S»r Arg Vnl Val His Leu 

15 10 15 

Tyr Arg A*n G\y ty« 



p 
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$¥fF nooses 

1. CX3CRU::2*'f *Jfi#£ y Wi ia^Ojg^^Ji^t 

L-CFAcsxtitMAcs-e y w^atta**- * c i: - y 

2. 1 O^acKfflViS* CX3CRlC*f-T % Jnl^^ Vfi#£^tt, 

3. cx3CRi«c«--r*tit#*ffl^T y >^iiji*«siitt wwcat-^iN-c 
5 . cx3CRitc*r-f »; w<« jfcfi-r* t k £ 

6. §S#JI 5 CD^^fcfflU £ % CX3CRlt^-f S Jn;*a^S*&^tf, 

— y >/^©ra^fflKJH. 
7 . CX3CR1 7 * ;u # < ><o«Sffffl*3qift!|-r*ctK:j;-3-c* 
7 - y WU*©ittj£*E«T*, CX3CRlX(i7 7 ^^;^-f >tg^t 

9. CX3CRlfc 7 7 V©*S5tf*^ $£PffrJr S C fcfc«fc-3T* 

3 - y >yuiioa**fflar CX3CR1X& 7 

1 0 . mUfaW&y 3 * * > 4:<S^1"* * ©"Cfc 9 CIS 

1 1 . CX3CR1 fc:7?**JO'*-fV0ffiSf£ffl*WIMl,T:*7-y > ^ 
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cxacRi tt 
CX3CM t ? 5 * * to is 4 >®&nftm%®n? %z bfc&b , * 

5- U W<flt<D*«*»M l,«IJgB8&tt«fllfH > r Sftftg&OS&tfRl 
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